Abstract
Introduction
Human adenoviruses (HAdV) are a common cause of disease including respiratory infections, gastroenteritis, and conjunctivitis, particularly in children below 5 years of age [1] and HAdV accounts for about 5-10% of acute lower respiratory tract infections (ALRTIs). [2] Over 85 genotypes of HAdVs have been recognized by the Human Addenovirus Working Group based on bioinformatics analysis of complete genomic sequences. [3, 4] . HAdV respiratory infections are predominantly caused by species B (including types 3, 7, 11, 14, 21 and 55), C (types 1, 2, 5, and 6) and E (type 4).
Recent worldwide epidemics of respiratory infections due to HAdV have resulted in renewed interest in this virus. The increase in cases of HAdV infection has also been reported in Asia. These include outbreaks due to established types such as HAdV type 7 (HAdV7), which have been reported in the community and in military and police camps between 2011 and 2013, in Taiwan, Singapore, China and Malaysia. [5] [6] [7] [8] [9] There have also been more recently emerging types such as HAdV55, described in China. [10] Respiratory infections due to HAdV cause significant morbidity and mortality, with case fatality rates as high as 12%. [11] There is also a risk of up to 30% of developing long-term respiratory complications such as post-infectious bronchiolitis obliterans (PIBO) and bronchiectasis. [1, 12] The clinical and molecular epidemiology of HAdV respiratory infections and risk of complications are relatively understudied in developing countries. In this study, the aims were to a) describe the clinical presentation, severity, HAdV type and respiratory morbidity, b) determine risk factors associated with severe illness and the development of respiratory complications, c) describe the treatment modalities and outcomes, and d) assess quality of life of children admitted to our centre with acute HAdV pneumonia.
Study population
This study included all children younger than 12 years of age, admitted to UMMC with laboratory-confirmed HAdV pneumonia between 1 st January 2011 and 31 st July 2013. Children with pre-existing chronic lung disease, upper respiratory tract infections, those who could not be contacted or whose medical records could not be found were excluded. Eligible patients were identified as those whose respiratory samples tested positive for HAdV by the Department of Medical Microbiology of UMMC.
Study definitions
Pneumonia was diagnosed based on history (either fever, cough and/or rapid breathing) and clinical evidence of pneumonia (either tachypnoea, chest recessions and/ or adventitious sounds upon lung auscultation) with radiographic signs (infiltrates or consolidation). HAdV infection was laboratory-confirmed by positive immunofluorescence assay and/or viral culture Previous lung infection was defined as any child with a previous history of a lower respiratory tract infection (LRTI), which was verified by the presence of shortness of breath during that illness.
Severe HAdV pneumonia was defined as those requiring either invasive or non-invasive respiratory support, PICU care or illness resulting in death. Disseminated disease was defined as signs and laboratory evidence of involvement of 2 or more organ systems.
PIBO was diagnosed in children in the presence of either one of the following signs: tachypnoea, chest retractions, chest hyperinflation, wheeze, crepitations and hypoxaemia, for at least 30 days after the initial lung injury. [13] The diagnosis was made following high-resolution chest tomography showing some or all the following features: mosaic perfusion, vascular attenuation, atelectasis, expiratory air trapping, peri-bronchial thickening and bronchiectasis. [14] Respiratory complications include any form of chronic lung disease (including asthma) and death.
Data collection
Medical records were obtained from the Medical Records Department and reviewed. Medical records and administration of the questionnaire was between 1 st February 2015 till 30 th September 2015. Data acquired included: socio-demographic data, anthropometric measurements, duration of admission, birth history, personal and family history of asthma and atopy, vaccination (which includes prior exposure to pneumococcal and/or influenza vaccines), treatment received (antibiotics and steroids) and clinical, laboratory and radiological investigations. HAdV isolates underwent further molecular typing. Viral DNA was extracted from adenovirus cultures with the QIAamp DNA Blood Mini Kit (Qiagen, Germany). The hypervariable regions 1-6 of the hexon gene were amplified and sequenced as previously described [15] with M13 universal priming tails added to the primers to facilitate sequencing. [16] Sequencing was carried out by First BASE Laboratories (Selangor, Malaysia). Sequences were edited using Geneious R7 (Biomatters, New Zealand) and aligned with relevant sequences from GenBank. MEGA7 [17] was used to construct phylogenetic trees by maximum likelihood with 1000 bootstrap reiterations, using the general time reversible model with gamma distribution of evolutionary rates and invariant sites. Separate trees were constructed for sequences of HAdV-B and HAdV-C. The sequences reported in this study were deposited into GenBank with accession numbers KU145006-KU145113.
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Treatment modalities
All children received standard treatment for pneumonia, which included supportive care, and where deemed necessary, invasive or non-invasive ventilation, inotropes and antibiotics. Intravenous immunoglobulin (IVIG) was given to children with persistent fever and intravenous pulse methylprednisolone (MTP) was given to children with significant disease i.e. rapidly increasing respiratory distress, at the discretion of the treating physician.
Respiratory sequelae
Parents of discharged children with HAdV pneumonia were contacted by a doctor via telephone and interviewed about their child's respiratory condition. Children with respiratory symptoms were recalled for further evaluation. Verbal consent of their participation was obtained over the phone. All children with severe HAdV pneumonia were already on regular follow-up. In addition, all parents of children who were attending clinic answered the translated Malay version of the Parent Cough-specific-Quality of Life (PC-QOL) questionnaire, as part of clinical management. The PCQOL is a validated instrument for assessing the burden of chronic cough and quality of life. [18] The questionnaire provides important information on outcome indicators and aids in evaluation of efficacy of treatment interventions. The questionnaire consists of 8 short item questions, covering quality of life domains of physical (2 items), psychological (4 items) and social (2 items) wellbeing. There are 7 options in each item, with a score scale of 1-7 per item. The higher numbers represent fewer concerns and thus, better quality of life.
Statistical analysis
Data analysis was performed using Statistical Package for Social Science (SPSS) software version 16.0 (IBM, USA). Continuous data was expressed as mean (standard deviation [SD]) or median (interquartile range [IQR]) if not normally distributed. Chi-square test was used for comparing categorical variables between two groups and odds ratio (OR) and 95% confidence interval (CI) were reported, where appropriate. Mann-Whitney U test was used when comparing continuous (numerical) variables without normal distribution between the two groups. Logistic regression was used to determine significant factors associated with severe disease and respiratory sequelae. All tests were calculated in a two-tailed manner and significance was defined by a p value of less than 0.05. 
Results
Baseline and clinical and laboratory investigations: Severe and non-severe
Severe disease was seen in 20.6% of cases. Demographic characteristics of the patients with severe and non-severe HAdV infection are shown in Table 1 .
Most patients (80.4%) were children less than 2 years of age. There were no significant differences in demographic characteristics between those with severe and non-severe disease. There were 7 patients with underlying co-morbidities: 3 with congenital heart disease, 3 with neurological disease and 1 patient with achondroplasia. Patients in the severe group had a significantly longer duration of hospitalisation (p<0.001, z = -5.62). Table 3 shows the laboratory investigation findings in children with severe and non-severe HAdV disease. Review of laboratory investigations showed that in children with severe disease, albumin (p = 0.01, z = -2.33) was significantly lower and neutrophil/lymphocyte ratio (p = 0.03, z = -2.18) was significantly higher. Viral co-infection was found in 4 patients, all in the non-severe group (RSV = 3, metapneumovirus = 1). One patient had Haemophilus influenzae sepsis, in the severe group. Bacterial and viral co-infection was not associated with severe adenoviral infection, as shown in Table 3 .
Human adenovirus types
Of the 131 adenovirus-positive samples, 108 were successfully sequenced and typed. Fig 3 shows the changing HAdV types over the study period from January 2011 till December 2013; in 2011, HAdV3 (37.0%) and HAdV1 (23.9%) were the commonest types, but the proportion of HAdV7 increased from 19.6% in 2011 to 37.5% in 2012 and, finally, 84.8% in 2013.
Of the 92 patients analysed in this study, typing was possible for 79 isolates with one patient having two isolates. Fig 4 shows the phylogenetic analyses of the HAdV isolated in this study. These comprised type 7 (n = 43, 54.4%), type 1 (n = 14, 17.7%), type 3 (n = 10, 12.7%), type 2 (n = 7, 8.9%), type 4 (n = 3, 3.8%) and type 5 (n = 2, 2.5%). The Malaysian sequences within each type were highly similar and clustered together, with no distinct intra-typic clustering associated with the presence of respiratory complications. Type 7 was the commonest identified and in univariate analysis, was significantly associated with severe infection in children (p = 0.02, OR 4.12, [95% CI 1.30, 16 .29]) when compared to the other types, as shown in Table 3 .
Factors associated with severe illness
In univariate analysis, duration of hospitalisation, seizures, disseminated disease (shock, ARDS, pulmonary haemorrhage), tachypnoea, hepatomegaly, neutrophil (%) count, albumin, 
Treatment modalities
Sixty-two children (67.4%) required some form of respiratory support and 17 (18.5%) required ventilatory support (non-invasive and/or invasive). Thirteen children received intravenous IVIG (2 in the non-severe and 11 in the severe HAdV group) and 17 children received steroids (5 in the non-severe and 12 in the severe group). 
Respiratory morbidity following HAdV pneumonia
Respiratory complications were seen in 21.7% of patients (n = 20) with an overall mortality rate of 5.4% (n = 5). Fig 5 shows the respiratory morbidity in children following HAdV pneumonia. All children who died had disseminated disease. Only three patients (15.8%) in the severe group made a complete recovery. PIBO (n = 10, 52.6%) was the commonest respiratory complication in the severe group. Five patients in the severe group needed non-invasive home respiratory support (26.5%). However, even in the non-severe group, four (5.5%) developed PIBO, one (1.4%) pulmonary fibrosis and another four (5.5%) had recurrent wheeze. Table 4 shows the demographic and clinical characteristics of the children who died (n = 5) and those with respiratory complications (n = 20).
Respiratory morbidity 2 years following adenovirus pneumonia
We followed up with 18 of these patients, for a median (IQR) duration of 2. re-admissions for LRTIs following HAdV pneumonia, eleven (84.6%) were re-admitted three times or less while two patients (15.4%) reported hospital re-admission on more than three separate occasions. Eleven (61.1%) of these patients still required inhaled corticosteroids. Ten patients (55.6%) remained on oral azithromycin for its immunomodulatory benefits. The total PC-QOL mean score was 3.93 ± 0.36. One third (n = 7) had low PC-QOL scores (PC-QOL score < 4) indicating reduction in quality of life. Mean scores for each domain ranged between 3.17 (SD 2.13) -4.48 (SD 2.37) indicating that parents were "some of the time"-"quite often" disturbed by their children's cough. While use of methylprednisolone and IVIG did not change the respiratory outcome, 4 out of the 5 patients who died did not receive either treatment. 
Risk factors associated with development of respiratory complications
Discussion
This comprehensive report on HAdV pneumonia in Malaysian children summarises their clinical presentation, identified HAdV types, treatment, risk factors for severe disease and both short-and medium-term respiratory complications. We found that one in five children admitted with HAdV pneumonia had severe disease and 22% developed respiratory complications of which PIBO was the commonest problem. Type 7 was the commonest type detected. Adenovirus infection in children, Malaysia Family history of asthma, need for ventilation(invasive and non-invasive) and type 7 were independent factors associated with respiratory complications. [15] Epidemics of HAdV pneumonia have been reported since 2011, in both children and adults. [6, 8, 9, [19] [20] [21] While predominant types circulating at a given time differ among countries or regions, and change over time [22] , type 7 was the main type reported in China, Taiwan and Singapore between 2011 and 2013. Among 632 HAdV cases reported during the Taiwan outbreak in 2011, HAdV3 was predominantly seen in children with upper respiratory tract infections while HAdV7 was seen in cases that required PICU care or died. [23] As seen [24] In this study, the majority of children were under 2 years old. This is interesting as recent studies from Taiwan and China found that rate of HAdV infection increased with age. [23, 25] However, in the study from Taiwan, only 12% of patients had LRTIs. The experiences in Singapore, where most paediatric patients infected with HAdV were < 2 years old. [21] and in Seremban, Malaysia, where in 2015 the median age of inpatients with HAdV was14 months, are more similar to ours. [4] It has been reported that young children are at increased risk of severe HAdV infections. [26] Treatment and outcome were the main concerns in this study. Twenty percent of children with HAdV pneumonia had a severe infection, which we defined as requiring NIV or IV or PICU admission or death. The case fatality was 5.4%. Our severity and case fatality are much higher than that previously mentioned in the study from Seremban, Malaysia, which were 11% and 2.6% respectively. [5] This could be explained as we are a tertiary referral centre that accepts ill patients from peripheral hospitals. While there were many factors associated with severe infection in univariate analysis, only hospital duration was an independent association. Rajkumar et al identified age < 2 years old and presence of significant comorbidities as independent risk factors for severe disease. We did not find this association with age and in this study, we excluded those with serious comorbidities. In the outbreak in Taiwan, authors found an association between severe disease and presence of pleural effusion. Pleural effusion was seen in only 2 children in this study (one in a severe HAdV and one in a non-severe HAdV) and none required tube thoracostomy drainage. Immunocompromised children and children with comorbidities have also been reported to be at increased risk of severe HAdV infections [6, 19, 27] . Many laboratory features have been associated with severe HAdV infection e.g. leucopenia, [23] thrombocytopenia [23] and a positive blood culture. [20] In this study, 22% of children developed respiratory complications. Even in the non-severe group, 12.3% (9 out of 73) children developed respiratory complications. This is much higher than what has been previously reported locally, where only one child developed PIBO. [5] However in other reports, especially from Latin America, respiratory complications of PIBO range between 36 to 47% and mortality rates can be as high as 15% [1, 12] The need for NIV, PICU admission and family history of asthma were independent risk factors for respiratory complications. Most of our patients who had respiratory distress or impending respiratory failure would have received NIV. Therefore, children with severe respiratory compromise from HAdV have an increased risk of respiratory complications. As for family history of asthma, a severe infection could trigger asthma, especially if there is a genetic predisposition. Castro- Rodriquez from Chile, who followed up 45 children with HAdV pneumonia for 5 years also found that significant respiratory compromise (intensive care admission, need for mechanical ventilation and for oxygen therapy, and systemic corticosteroid and beta agonist use) was associated with risk for PIBO. [1] Hence his results concur with ours. In China, hypoxaemia was the only factor associated with risk for PIBO. [28] No antiviral treatments are currently licensed for treatment of severe HAdV disease. In this study, we used IVIG and IV MTP, but not in a randomised fashion. While we did not see any effect on subsequent respiratory complications, 4 out of the 5 who died from HAdV did not receive these medications. Takahashi et al. reported that use of pulse methylprednisolone (25mg/kg/day) for 3 days, in a case of severe HAdV pneumonia (type 3) with hypercytokinemia i.e raised lactate dehydrogenase, ferritin, interferon-gamma and interleukin-6, resulted in relief of respiratory distress.
[29] He also suggested that serum Krebs von den Lungen-6 (Kl-6) could be used as a marker of future lung disease. Cidofivir is occasionally used in immunocompromised children with severe HAdV. It has been shown to clear the virus from blood, however mortality despite its use stands at 10-70% and it is nephrotoxic. [30] There have also been case reports of use of ribavirin in immunocompromised children with HAdV, [31] as well as successful use of oral ribavirin in an adult with respiratory compromise.
[32]However use of only antivirals may not suffice, and other adjuvant medication like MTP and IVIG may be necessary. This is the first study looking at the quality of life in children with post-HAdV lung disease. We found that more than half of the children under follow-up had chronic cough, more than a third were underweight, nearly half still had reduced effort tolerance and as many as 72% required unscheduled healthcare visits. Most parents were still concerned about their child's cough. More work is needed to address the long-term consequences of this viral infection, which may lead to reduced lung function that is not fully reversible. [1] Limitations of our study are recognised including the small number of patients, not using polymerase chain reaction to detect HAdV which would increase the sensitivity of virus detection, the inability to contact all patients who had HAdV pneumonia and the inability to type all the 92 detected HAdV virus. However, the strength of this study is that it has comprehensive data including clinical and laboratory parameters, HAdV type, respiratory outcomes, and a follow-up of up to 2 years, for a fairly large number of children.
Conclusion
In conclusion, during the sharp increase of HAdV infection in Malaysia between 2011 and 2013, the majority of children admitted for HAdV pneumonia were less than 2 years old. One in five children had severe disease and the case fatality rate was 5.4%. HAdV 7 was the most frequently detected type isolated amongst children with severe pneumonia and those with persistent respiratory sequelae. Severe disease was associated with prolonged hospitalisation. Twenty-two percent developed respiratory complications, commonest being bronchiolitis obliterans (15.2%) and recurrent wheeze (5.4%). Presence of severe respiratory compromise, isolation of HAdV type 7 and family history of asthma, were independent risk factors associated with respiratory sequelae. Children with respiratory complications reported significant reduction in quality of life. There is a lack of good and adequately powered studies to determine the best treatment for this disease which has a high mortality and significant morbidity. 
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